Background: A disintegrin and metalloproteinase 17 (ADAM17) has been confirmed to play a significant role in the pathogenesis of sepsis. However, little is known about the clinical relevance of ADAM17 polymorphisms to sepsis onset and development. Methods: This study analyzed the associations of five ADAM17 promoter polymorphisms (rs55790676, rs12692386, rs11684747, rs1524668 and rs11689958) with sepsis (370 sepsis cases and 400 controls). Genotyping was performed using pyrosequencing and polymerase chain reactionlength polymorphism method. The ADAM17 expression was measured using the real-time PCR method and the concentrations of related cytokines were detected using enzyme-linked immunosorbent assay. Results: No associations were observed between these polymorphisms and sepsis susceptibility, while the rs12692386GA/GG genotypes were overrepresented among the patients with severe sepsis (P=0.002) or septic shock (P=0.0147) compared to those with sepsis subtype, suggesting a susceptible role of rs12692386A>G in the progression of sepsis. Moreover, ADAM17 expression was increased in the sepsis patients with the rs12692386GA/ GG genotypes, accompanied by up-regulation of expression of the ADAM17 substrates (TNF-α, IL-6R and CX3CL1) and pro-inflammatory cytokines . Conclusion: The present study has provided potentially valuable clinical evidence that the ADAM17 rs12692386 polymorphism is a functional variant that might be used as a relevant risk estimate for the progression of sepsis.
Association Study Between Promoter Polymorphisms of ADAM17 and Progression of Sepsis

Introduction
Sepsis is a systemic inflammatory response of the immune system to infection. Despite progress in the development of antibiotics and other supportive care therapies, sepsis-related morbidity and mortality remain distressingly high in intensive care units (ICUs) [1] . Genetic testing has been proposed as a strategy to identify septic patients with a poor prognosis. To date, increasing evidence demonstrates that many genetic variations associated with systemic inflammatory response may contribute to the occurrence and progression of sepsis [2] [3] [4] [5] [6] . The development of the genetic sequence and gene expression analysis may be beneficial to genetically tailored diagnostic and interventional treatment, which will improve the outcomes of critically ill patients.
The ADAM (a disintegrin and metalloprotease) family includes the transmembrane metzinkin-proteases that shed many membrane proteins, which are crucial for various biological processes, such as inflammation, migration and immunity [7] [8] [9] [10] . ADAM17, also recognized as tumor necrosis factor alpha-converting enzyme (TACE), is responsible for the shedding of over 75 substrates including TNF-α, CX3CL1 and ICAM-1, which mediate various inflammation-promoting biological activities [11] [12] [13] [14] [15] [16] . Numerous lines of evidence indicate that ADAM17 expression and activity is increased in patient with sepsis, and the genomic deletion of ADAM17 contributes to a decreased inflammatory reaction and offers strong protection from sepsis in mice [17] [18] [19] [20] . The inhibition or the specific antagonist of ADAM17 decreases the inflammatory response in the endotoxaemia mice and confers a survival benefit to mice following sepsis [21, 22] . Other studies have shown that activation of ADAM17 leads to the shedding of endothelial protein C receptor, ultimately contributing to sepsis-induced coagulation [23, 24] . These lines of evidence demonstrate a significant role of ADAM17 in the pathomechanism and development of sepsis.
The gene of ADAM17/TACE has been located on chromosome 2 and contains 19 exons spanning 55 kb. Several genetic variations of ADAM17 have been demonstrated to be involved in various inflammation-related diseases, such as Kawasaki disease, obesity, Alzheimer's disease and ischemic stroke [25] [26] [27] [28] . A recent study has demonstrated that two functional genetic variations of ADAM17, C-154A and Ser747Leu, contribute to high serum concentration of TNF-α and increased susceptibility to cardiovascular death [29] . Another study has revealed that the ADAM17 promoter region might contain important regulatory elements, spanning from approximately -600bp to the start codon, and a polymorphism at position -25 (T/G) has been shown to be responsible for variation in ADAM17 expression [30] . The rs12692386 A>G, an ADAM17 promoter polymorphism, is also demonstrated to be a functional polymorphism that contributes to the up-regulation of ADAM17 gene expression and increased risk of abdominal aortic aneurysm [31] .
To date, numerous of studies have demonstrated that several functional genetic variations in the genes encoding RAGE, ADAM10 and TNF-α may influence the risk and development of sepsis [32] [33] [34] [35] . However, to the best of our knowledge, the genetic variations of ADAM17 have not been determined in patients with sepsis, adequately. Therefore, we conduct this study to assess the clinical relevance of the five variations (rs55790676, rs12692386, rs11684747, rs1524668 and rs11689958) within the promoter region of ADAM17 to sepsis susceptibility in the Chinese Han population. Moreover, the ADAM17 mRNA expression level and the plasma concentrations of its downstream substrates (TNF-α, CX3CL1 and IL-6R) and pro-inflammatory cytokines were also evaluated to determine whether these polymorphisms were associated with the expression levels of these cytokines.
Materials and Methods
Study population
A total of 370 sepsis cases (mean age: 59.09 ± 16.77 years; 28.6% female) were consecutively admitted to ICU in the Affiliated Hospital of Guangdong Medical University between February 2013 and April 2016.
Patients were excluded from this study if they had preexisting cancer, ACI, HIV, blood or autoimmune diseases. The peripheral blood were collected from the patients as soon as the diagnosis of sepsis was made, defined on the basis of the International Sepsis Definitions Conference [36, 37] . The clinical variables collected from each patient were as follows: age, sex, dysfunctional organs, source of infection, blood microbiological cultures, and Acute Physiology and Chronic Health Evaluation (APACHE) II score [38] . As a control group, 400 healthy controls (mean age: 57.47 ± 13.71 years; 32.3% female) without a history of sepsis, cancer, autoimmune diseases and other inflammation-related diseases were enrolled from the Medical Examination Center in this hospital at the same period time. All the 370 sepsis cases and 400 controls were from the Chinese Han population and were older than 18 years. This study was approved by the Ethics Committee of First Affiliated Hospital of Guangdong Medical University, and the informed consent was obtained from all the patients and the volunteers.
The isolation of DNA and genotyping
The peripheral blood specimens of the 770 subjects were collected, and the genomic DNA was extracted from the whole blood using the TIANamp Blood DNA Kit (Tiangen Biotech Co., Ltd., Beijing, China) following the manufacturer's guidelines. Five SNPs (rs55790676, rs12692386, rs11684747, rs1524668 and rs11689958) within the promoter region of ADAM17 were selected according to our previous reports [28, 31] . The five ADAM17 genetic variants were genotyped by using the SNaPshot Multiplex Kit (Genesky Biotechnologies, Inc., Shanghai, China). The primers used in this study were as follows: rs12692386F, 5' GGCCTAGCCCCTCAATCCTCTT 3'; rs12692386R, 5' GCTGAGCCGGCCTTTGGTAAC 3'; rs55790676F, 5' GGGGTTTCGGAAAACTGCTCAC 3'; rs55790676R, 5' TTTGGTAACGCCACCTGCACTT 3'; rs1524668-rs11689958-rs11684747R, 5' GGTGGTTTGCCGCAGTAAAATATCA 3'; rs1524668-rs11689958-rs11684747F, 5' GCACTGTACAAGAGCTGTTGGGGATA 3'. The multiplex SBE reactions (10μL final volume) contained 5μL SNaPshot Multiplex Kit (ABI), 2μL template DNA containing the multiplex PCR products, 2μL ddH 2 O, and 1μL primer mix. SNaPshot response procedures: (1) 95°C for 2 minutes (initial denaturation); (2) 94°C for 20s (11 cycles, denaturation); (3) 65°C for 40s (annealing); (4) 72°C for 90s (extension). Following amplification and purification, extension products were purified by incubation with 1U of the shrimp alkaline phosphatase (Takara, Otsu, shiga, Japan) at 37°C for 1h and 75°C for 15 minutes to inactivate the enzyme. In addition, 0.5μL of the purified products were mixed with Lizl20 Size Standard (0.5μL) and HiDi formamide (9μL) and were incubated at 95°C for 5 minutes. The final products were added into the ABI Prism 3730XL genetic sequence analyzer (Applied Biosystems, Foster City, CA, USA), and the GeneMapper 4.1 (Applied Biosystems, Foster City, CA, USA) was used to analyze the final data. All the 770 subjects were genotyped for the five promoter polymorphisms of ADAM17 successfully. Based on the power analysis at the 0.05 significance level, this study exhibited 74.5% power for rs55790676, 100.0% power for rs12692386, 74.5% power for rs11684747, 99.9% power for rs1524668 and 74.5% power for rs11689958 to test a genotype relative risk with an odds ratio of 2.0.
Mononuclear cells isolation, RNA extraction and real-time PCR
We further selected 160 subjects (80 cases and 80 controls) from the total 770 subjects in this study randomly for the isolation of peripheral blood mononuclear cells (PBMCs). Among the 160 selected subjects, 77 cases and 76 controls carried the rs55790676 GG genotype, 52 cases and 45 controls carried the rs12692386 AA genotype, 77 cases and 76 controls carried the rs11684747 AA genotype, 65 cases and 65 controls carried the rs1524668 AA genotype, 77 cases and 76 controls carried the rs11689958 GG genotype. The PBMCs were isolated by using the density gradient centrifugation method with LymphoprepTM (Axis-Shield PoCAS, Oslo, Norway). RNA was extracted from PBMCs using the RNAprep Pure Blood Kit (Sangon Biotech, Shanghai, China), then transcribed into cDNA via the cDNA Synthesis Kit RevertAid (Thermo) following the manufacturer's guidelines. The ADAM17 mRNA expression levels were detected by using the quantitative real-time PCR with the method of SYBR Green (Takara). The sequences of the sense and antisense primers were as follows: ADAM17: 5' CTGTGGTGCAAAAGCAGAAA 3' and 5' TGCCAAATGCCTCATATTCA 3'; GAPDH: 5' TCCTACCCCCAATGTATCCG 3' and 5' CCTTTAGTGGG -CCCTCGG 3'. The cycling conditions were 95°C for 5 minutes, and 40 cycles of 95°C for 5 seconds, 58°C for 20 seconds and 72°C for 10 seconds. The ADAM17 mRNA expression was normalized to that of glyceraldehyde-3-phosphate dehydrogenase (GAPDH), calculated by the 2 -△△Ct method.
Measurement of the serum concentrations of related cytokines
The peripheral blood specimens were collected from the selected 80 sepsis cases and 80 controls in EDTA-containing tubes and the serum was separated and stored at -20°C. The serum concentrations of TNF-α, CX3CL1, IL-6R, IL-1β and IL-6 were detected by using each specific enzyme-linked immunosorbent assay (ELISA) kits (TianGen Biotech, Beijing, China). The minimum detectable concentrations were 1 pg/ml for TNF-α, 1 pg/ml for IL-6R, 0.1 ng/ml for CX3CL1, 1 pg/mL for IL-1β and 1 pg/mL for IL-6.
Statistical analyses
The GraphPad Prism 4.0 (GraphPad Software Inc., San Diego, CA, USA) and SPSS version 19.0 (IBM, NY, USA) were used to conduct the statistical analyses. Student's t-test, Mann-Whitney U-test, ANOVA, Chi squared or Fisher's exact test were used to analyze the differences in variables as appropriate. The HardyWeinberg equilibrium (HWE) was used to assess the deviation of the allele or genotype frequency. The Haploview software (version 4.2; http://www.broad.mit.edu/mpg/haploview/) was used to construct a linkage disequilibrium (LD) map in order to define the haplotype blocks. All data were expressed as the mean ± standard error of the mean (SEM) or as percentage frequencies. The criterion for significance was set at p < 0.05 for all the tests. 
Results
Clinical characteristics
The clinical parameters of the subjects (370 sepsis cases and 400 controls) were presented in Ta Table 2 . No deviations from Hardy-Weinberg equilibrium were found for any of the five studied polymorphisms in the sepsis subjects and control subjects (all P>0.05, data not shown). No statistically significant differences were observed between the sepsis cases and controls concerning the genotype/allele frequencies of the five ADAM17 polymorphisms (all P>0.05, Table 2 ), suggesting that these polymorphisms may not affect susceptibility to sepsis. To further identify whether haplotypes of ADAM17 were correlated with sepsis, we created an LD map (Fig. 1 ) by using Table 2 . Frequencies of the ADAM17 genotypes and alleles in the sepsis patients and controls. *False discovery rate-adjusted P-value for multiple hypotheses testing using the Benjamin-Hochberg method the Haploview software, and the haplotype frequencies of the five ADAM17 polymorphisms were evaluated and compared between the sepsis cases and controls. However, no statistically significant differences were detected (Table 3) .
Genotype and allele frequency distributions among sepsis subtypes
We further separated the 370 sepsis cases into three subgroups by the severity of sepsis in order to evaluate the associations of the five ADAM17 promoter polymorphisms with the progression of sepsis (Table 4 ). Our data suggested that the genotype/allele frequencies of the rs12692386 in the sepsis subgroup significantly differed from that in the severe sepsis subgroup (P=0.0020 for genotype, and P=0.0063 for allele) and in the septic shock subgroup (P=0.0147 for genotype, and P=0.0274 for allele, Table 4 ). The GA/GG genotypes and G allele of the ADAM17 rs12692386 polymorphism were observed to be overrepresented among the cases with severe sepsis/septic shock subtypes compare to those with sepsis subtype, suggesting a susceptible role of rs12692386 A>G in the progression of sepsis. However, no significant differences were found among the three subgroups of sepsis concerning the genotype/allele frequencies of the other four ADAM17 genetic variations (all P>0.05), suggesting that these polymorphisms (rs55790676, rs11684747, rs1524668
The effect of ADAM17 genetic variations on the expression level of ADAM17 We also performed a comparative analysis to assess differences in ADAM17 mRNA expression between 80 sepsis cases and 80 controls. Significantly higher expression level of ADAM17 was observed in the sepsis cases compare to the controls (P<0.0001, Fig. 2A ). When the sepsis cases were stratified into three subgroups according to the aggravation of sepsis, the expression level of ADAM17 was significantly increased in severe sepsis/septic shock subgroups than in sepsis subgroup (P=0.008 for severe sepsis subgroup, and P=0.027 for septic shock subgroup, Fig. 2B ). We further stratified the sepsis cases by the genotypes of the five promoter polymorphisms of ADAM17. As shown in Figure 2C , the expression level of ADAM17 was significantly higher in carriers of the rs12692386 GA/GG genotypes compare to those with the AA genotype in the sepsis cases (P=0.016, Fig. 2C ), while differential expression of ADAM17 was not detected between the healthy controls with these genotypes. In addition, no significant differences in ADAM17 mRNA expression were detected among the different genotypes of the other ADAM17 polymorphisms in the sepsis patients or controls (Fig. 2D, E, F, G) .
The effect of ADAM17 genetic variations on the serum concentrations of related cytokines
Another comparative analysis was performed to assess differences in the serum concentrations of ADAM17 substrates and pro-inflammatory cytokines between 80 sepsis cases and 80 controls. Significantly higher serum concentrations of TNF-α, IL-6R, CX3CL1, Table 3 . Haplotype frequencies of the ADAM17 gene polymorphisms in sepsis patients and healthy controls. Alleles in haplotype were presented in order of polymorphisms rs55790676, rs12692386, rs11684747, rs1524668 and rs11689958 in severe sepsis/septic shock subgroups than in sepsis subgroup (Fig. 3F,G,H,I ,J). We further analyzed the influences of the ADAM17 genetic variations on the serum concentrations of these cytokines. Our results showed that the ADAM17 rs12692386 GA/GG genotype carriers exhibited significantly higher serum concentrations of TNF-α, IL-6R, CX3CL1, IL-1β and IL-6 compared with the rs12692386 AA genotype carriers among the sepsis patients (Fig.  3K ,L,M,N,O). With regard to the other ADAM17 polymorphisms, no significant differences in the serum concentrations of TNF-α, IL-6R, CX3CL1, IL-1β and IL-6 were detected among the different genotypes in sepsis cases or healthy controls (all P>0.05, Fig. 4 ).
Discussion
Accumulating evidence has confirmed the significant role of ADAM17 in the body inflammatory and commune response that may contribute to the development of sepsis [11] [12] [13] [14] [15] [16] [17] [18] [19] [20] [21] [22] [23] [24] . Many genetic researches demonstrated that several functional single nucleotide polymorphisms (SNPs) within the ADAM17 gene are associated with differences in immune inflammatory response and disease outcomes [25] [26] [27] [28] [29] [30] [31] . To the best of our knowledge, this present study was the first to analyze the clinical relevance of the five polymorphisms (rs55790676, rs12692386, rs11684747, rs1524668 and rs11689958) within the promoter region of ADAM17 to the susceptibility and progression of sepsis. Our data showed that the expression level of ADAM17 was increased in the sepsis cases than in the controls, and that it increased with the aggravation of sepsis; in addition, ADAM17 expression was found to be significantly higher in carriers of the rs12692386 GA/GG genotypes compare to those with the AA genotype among the sepsis cases, suggesting that ADAM17 rs12692386 might be a potentially functional polymorphism. Although our initial results showed no significant differences in sepsis susceptibility among the five ADAM17 promoter polymorphisms, further stratification suggested a susceptible role of rs12692386 A>G in the progression of sepsis. Moreover, a significant difference in the genotype/allele frequencies of rs12692386 Table 6 . Genotype and allele frequencies distribution between 28-day surviving and non-surviving sepsis patients. *False discovery rate-adjusted P-value for multiple hypotheses testing using the Benjamin-Hochberg method Fig. 2 . Expression levels of ADAM17 in sepsis patients and healthy controls (A). Expression levels of ADAM17 in sepsis, severe sepsis and septic shock subgroups (B); the genotype distribution between rs12692386 and the expression levels of ADAM17 in sepsis patients and healthy controls (C); the genotype distribution between rs55790676 and the expression levels of ADAM17 (D); the genotype distribution between rs11684747 and the expression levels of ADAM17 (E); the genotype distribution between rs1524668 and the expression levels of ADAM17 (F); the genotype distribution between rs11689958 and the expression levels of ADAM17 (G); the horizontal line represents the mean expression levels of ADAM17 with each group. * P <0.05; ** P <0.01; *** P <0.001. was found between the 28-day surviving and non-surviving patients, suggesting that AA genotype and A allele of rs12692386 acted as a protective factor in the survivors of sepsis.
However, the other four ADAM17 polymorphisms were not observed to be significantly related to the expression level of ADAM17 and the progression of sepsis.
Several lines of evidence indicate that several promoter polymorphisms of ADAM17 influence the expression level of ADAM17 and that they are associated with various inflammatory diseases. A recent study has revealed that the rs11684747 polymorphism has a potential allele-specific binding site for the hepatocyte nuclear factor-1 alpha (HNF1A/B) transcription factor, which is associated with the insulin sensitivity and progression of diabetes [26, 39] . Our previous studies have shown that the ADAM17 rs1524668 A>C increases the susceptibility to PACI-type stroke and that the rs12692386 GA/GG genotypes of ADAM17 are linked to high ADAM17 mRNA expression and increase susceptibility to human abdominal aortic aneurysm [28, 31] . We speculate that transcriptional enhancers and other regulatory elements in the promoter regions may play various regulatory roles in the gene transcription. Furthermore, computational analysis of rs12692386 via MAPPER has revealed the presence of a allele-specific binding site for the upstream stimulatory factor (USF) transcription factor [40] . The rs12692386 A>G polymorphism within the promoter region of ADAM17 might increase its binding to USF, thereby promoting ADAM17 gene transcription. Consequently, we evaluated the roles of the five genetic variations in the ADAM17 promoter region in sepsis susceptibility in this study. Our results suggested that The horizontal line represents the mean concentrations of the related cytokines with each group. *P <0.05; **P <0.01; ***P <0.001. the rs12692386 A>G might be a potentially functional polymorphism that up-regulated the ADAM17 expression level via affecting gene transcription of ADAM17, which might contribute to the development of sepsis into the severe sepsis/septic shock; in fact, the GA/GG genotypes of rs12692386 were found to be overrepresented among the patients with severe sepsis/septic shock subtypes compare to those with sepsis subtype, further validating the notion that the rs12692386 A>G is a statistically-significant prognostic factor and may serve as a genetic marker for predicting the progression of sepsis in sepsis patients. However, differential levels of ADAM17 were not detected between the different genotypes of rs12692386 in the healthy controls. We speculate that this result could be attributed to low ADAM17 expression level in healthy controls without any pro-inflammatory conditions that the genetic effect of rs12692386 A>G may not be relatively strong to significantly influence the ADAM17 expression level, indicating that ADAM17 may influence the progression of sepsis rather than the occurrence of sepsis. Our further study will explore the molecular mechanisms underlying this functional polymorphism by using a promoter prediction technique and the experimental verification of our results in a cellular sepsis model. ADAM17, also known as TACE, is initially recognized to convert transmembrane TNF-α to its soluble form, which is recognized as a significant immune regulatory factor contributing to sepsis pathogenesis [41] [42] [43] . In addition to TNF-α, a wide variety of over 75 substrates are shed by ADAM17, including IL-6R, CX3CL1, L-selectin and ICAM-1 [11] [12] [13] 44] . CX3CL1 can also be generated by ADAM17-dependent cleavage and ectodomain shedding under pro-inflammatory conditions that mediates leukocyte transmigration out of the bloodstream to the inflammation site [45, 46] . IL-6R, one of the key substrates of ADAM17, is mainly generated by ADAM17-mediated ectodomain shedding, leading to generation of an agonist of IL-6-mediated inflammatory signaling [47] [48] [49] . Therefore, we assessed the three representative ADAM17 substrates (TNF-α, IL-6R and CX3CL1) in this study to investigate the relevance of the ADAM17 genetic variations within the promoter region to the serum concentrations of the ADAM17 substrates. Our results showed that the serum concentrations of TNF-α, CX3CL1 and IL-6R were significantly increased in the sepsis cases than in the controls, and that it increased with the aggravation of sepsis, as predicted. Furthermore, the ADAM17 rs12692386 GA/GG genotype carriers exhibited significant increases in the serum concentrations of TNF-α, CX3CL1 and IL-6R compared with the carriers of rs12692386 AA genotype among the sepsis cases. These results were consistent with those of our previous study demonstrating associations between the rs12692386 polymorphism and the expression level of ADAM17, further supporting the notion that the ADAM17 rs12692386 A>G contributed to aggravating the progression of sepsis by increasing the expression of ADAM17, as well as that of its substrates.
Increasing evidence shows that ADAM17 contributes to the cascade release of inflammatory cytokines, such as IL-1β and IL-6, from PBMCs via several inflammationrelated signaling pathways [50] [51] [52] . In addition, ADAM17-deficient mice exhibits a decreased serum concentrations of pro-inflammation cytokines including IL-1β, IL-10 and IL-6, and is protected from sepsis [19, 20, 53] . Furthermore, the inhibition or the specific antagonist of ADAM17 results in decreased release of IL-6 and IL-1β in macrophages and confers a survival benefit to mice following sepsis [21, 22, 54] . In this study, we further assessed whether these ADAM17 promoter polymorphisms ultimately influenced serum concentrations of the proinflammatory cytokines. Significantly higher serum concentrations of IL-1β and IL-6 were observed in the sepsis cases compare to the controls, as predicted. Importantly, our results suggested that the serum concentrations of IL-1β and IL-6 were significantly higher in the rs12692386 GA/GG genotype carriers than in the AA genotype carriers among the sepsis patients. We speculated that the rs12692386A>G regulated the serum concentrations of IL-1β and IL-6 via affecting gene transcription of ADAM17, thereby causing alterations in the serum concentrations of its substrates and the pro-inflammatory cytokines in the respective genotype carriers, ultimately contributing to the predisposition and pathogenesis of severe sepsis. Further studies are required to confirm these results and investigate the specific underlying mechanisms.
There are some limitations to the present study. Firstly, the small number size of samples in this study may not generate sufficient statistical power to examine a small genetic effect, decreasing the accuracy of the estimations. Secondly, all of the participants of our study are from the Han Chinese ethnic group. Further studies with a greater number of samples from different racial groups is required to draw firm conclusions regarding the definitive roles of the genetic polymorphisms described in the present study in the progression of sepsis.
Conclusions
The ADAM17 genetic variations within the promoter region of ADAM17 may not be major risk factors of sepsis susceptibility in the Chinese Han population. However, the GA/GG genotypes of ADAM17 rs12692386 polymorphism were found to be overrepresented among the patients with severe sepsis/septic shock subtypes compare to those with sepsis subtype, suggesting a susceptible role of rs12692386 A>G in the development of sepsis into the severe sepsis/septic shock subtypes. Moreover, the GA/GG genotypes may increase the expression levels of ADAM17 and its substrates, thereby up-regulating the serum concentrations of pro-inflammation cytokines, which may ultimately result in the progression of sepsis. These results could facilitate the identification of more effective therapeutic targets for patients with sepsis.
